Amano et al., http://www.jcb.org/cgi/content/full/jcb.201412008/DC1 Figure S1 . Phosphorylation of Scrib at Ser 1378 and Ser 1508 by Rho-kinase. (A) The phosphorylation levels of substrates complexed with Rho-kinase-cat or Rho-kinase-cat-KD. After the formation of the kinase-substrate complexes, they were incubated in the presence or absence of ATP. The phosphorylation at MYPT1-pT853, ADD1-pT445, and Scrib-pS1378 and endogenous Rho-kinase associated with beads were examined by immunoblot analyses. (B) The representative MS/MS spectra of Scrib peptides with pS1378 and pS1508. The data shown are from a single representative experiment out of four independent experiments. (C) Semiquantification of phosphopeptides containing pS1378 and pS1508 of Scrib in COS-7 cells. GST-Scrib was expressed in COS-7 cells, precipitated, and analyzed by LC/MS/MS after tryptic digestion. The intensities of precursor ion for phosphopeptide containing pS1378 (RVpSLVGADDLRK) and that containing pS1508 (MKpSLEQDALR) were measured from LC/MS/MS raw data by PinPoint software. The peak intensities of phosphopeptides were normalized by the averages of six peptides (LPDGFTQLR, LVCLDVSENR, GLGFSIAGGK, AGDAGIFVSR, ALAAVPSAGSVQR, and YFELEVR) derived from Scrib. The intensities of both phosphopeptides were diminished in the Y-27632-treated cells and elevated in the cells coexpressing constitutively active Rho-kinase. The data shown are from a single representative experiment out of two independent experiments. (D) Specificity of the antibodies against Scrib phosphorylated at Ser 1378 (anti-pS1378 antibody) and at Ser 1508 (anti-pS1508 antibody). 1 pmol of purified MBP-Scrib-C containing the indicated amounts of phosphorylated MBP-Scrib-C was subjected to SDS-PAGE, followed by immunoblot analysis with anti-pS1378 antibody (top), anti-pS1508 antibody (middle), or anti-MBP antibody (bottom).
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• 2015 S20 Figure S2 . Shroom2 as a novel interactor with Scrib. (A and B) GST, phosphorylated GST-Scrib-C, or nonphosphorylated GST-Scrib-C immobilized on glutathione Sepharose beads was incubated with rat brain lysate. After washing, the bound proteins were eluted with 1 M NaCl. The eluates with 1 M NaCl and the remaining proteins on beads were separately subjected to tryptic digestion and the following LC/MS/MS analyses. Peptides derived from Shroom2 and Pabpc1 were preferentially detected in the samples of phosphorylated GST-Scrib-C. Matched peptides with Shroom2 and Pabpc1 are shown in red in A and B, respectively. (C) Various Shroom2 fragments fused with GFP were expressed with GST-Scrib-C in COS-7 cells, and GST-Scrib-C was precipitated with glutathione Sepharose beads. Precipitates were analyzed by immunoblot analysis with anti-GFP and anti-GST antibodies. (D) GFP-Scrib-C WT or mutants at phosphorylation sites were expressed with GST-Shroom2-ASD2 and/or GFP-Rho-kinase in COS-7 cells, and GST-Shroom2-ASD2 was precipitated with glutathione Sepharose beads. Precipitates were analyzed by immunoblot analysis with anti-GFP and anti-GST antibodies. (E) Ternary complex formation of Scrib-Shroom2-Rho-kinase. GFP-Scrib and myc-Rho-kinase were coexpressed with GST or GST-Shroom2 in COS-7 cells, and GST or GST-Shroom2 was precipitated with glutathione Sepharose beads. Precipitates were analyzed by immunoblot analysis with anti-GFP, anti-myc, and anti-GST antibodies. Figure S3 . Colocalization of Scrib with Shroom2, Rho-kinase, and ppMLC at the edge during wound hole closure. Endogenous Rho-kinase (blue), Scrib (red), and Shroom2 (green; A) or ppMLC (blue), Scrib (red), and Shroom2 (green; B) were immunostained with the cytosolic marker CellTracker Violet BMQC in MDCK II cells. Intensities of all the fluorescence along the white arrows are shown. Bars, 20 µm. The data shown are from a single representative experiment out of at least three independent experiments.
• 2015 S22 Figure S4 . Shroom2 mutants lacking the binding abilities against Scrib and Rho-kinase. (A) Shroom2-C or Shroom2-C mutant fused with GFP was coexpressed with GST-Scrib-C in COS-7 cells and/or GFP-Rho-kinase-cat, and GST-Scrib-C was precipitated with glutathione Sepharose beads. Precipitates were analyzed with anti-GFP and anti-GST antibodies. (B) Shroom2-C or Shroom2-C mutant tagged with GST was coexpressed with GFP or GFP-Rhokinase-coil (residues 421-1,137) in COS-7 cells, and GST-Shroom2-C was precipitated with glutathione Sepharose beads. Precipitates were analyzed with anti-GFP and anti-GST antibodies. (C) shRNA against Scrib was transfected into MDCK II cells, and cell lysates were subjected to immunoblot with anti-Scrib and anti-α-tubulin antibodies. Table S3 shows the lists of candidate phosphorylation sites detected in the screens for the indicated kinases.
